Purpose: Bladder cancer (BCa) is generally considered one of the most prevalent deadly diseases worldwide. Patients suffering from muscle-invasive bladder cancer (MIBC) possess dismal prognoses, while those with non-muscle-invasive bladder cancer (NMIBC) generally have a favorable outcome after local treatment. However, some NMIBCs relapse and progress to MIBC, with an unclarified mechanism. Hence, insight into the genetic drivers of BCa progression has tremendous potential benefits for precision therapeutics, risk stratification, and molecular diagnosis.
Introduction
BCa is a common malignant urologic cancer worldwide, with approximately 76960 new cases and 16390 deaths in 2016 due to its poor clinical outcome. 1, 2 Approximately 80% of BCa patients have non-muscle invasive tumors (Ta, T1, and Tis). 3 Unfortunately, 10 to 30% of NMIBCs progress to MIBCs(T2~T4). 4 On account of the involvement of multistep accumulation of genetic and epigenetic factors and external elements, such as tobacco smoking, neutrophil-to-lymphocyte ratio, body mass index, residual T1 high-grade (HG)/G3 tumors, or other carcinogens, [5] [6] [7] [8] BCa can progress from a retrievable form of NMIBC into MIBC, an advanced crippling morphology compared to the former. 9 In order to prevent postoperative bladder cancer recurrence and progression, some adjuvant means are applied such as chemotherapy, Chinese medicine, vaccine, etc. [10] [11] [12] [13] Many resources and tools have empowered in-depth studies on the mechanisms accounting for BCa progression, which provide more possibilities in providing ideal and reliable methods to identify important genetic or epigenetic modifications in cancer progression. At present, novel abnormally expressed genes and key signaling pathways can be addressed by advanced bioinformatics analysis, rendering many clinical evaluations for BCa studies. 14 The field of identifying novel cancer susceptibility loci and some individual SNPs that account for the heritability of BCa has been advanced by GWAS (genome-wide association studies). 15 Recently, using TCGA analysis, researchers found that MIBC has high overall mutation rates and some recurrent alterations in genes including TP53, PIK3CA, and FGFR3 genes, and also somatic TERT promoter mutations that present in the early process of BCa. 16 BCa entails a complex process, through which a primary tumor progresses to a disseminated metastatic disease. Non-cellular surroundings, the extracellular matrix (ECM), interact with cancer cells at each step of the metastatic process. 17 During cancer progression, the ECM regulates numerous cell functions, including proliferation, migration, invasion and protein synthesis. 18 The
ECM comprises approximately 300 proteins, of which collagen, elastin, and fibronectin are common. 19 The ECM interacts with cells, and these interactions are mediated by transmembrane receptors, such as integrins, syndecans, CD44, discoidin domain receptor, and dystoglycan. 20, 21 In breast cancer, ECM proteins appear to be involved in the maintenance of tumor cell shape, migration and invasion by regulating the expression of the CD44 protein, known as a tumor prognostic factor, thus acting on tumor progression and metastasis. 22 However, although ECM is closely related to tumor metastasis, the role of ECM proteins, especially collagens in the progression of non-invasive BCa into invasive cancer has not been extensively studied. While many studies have been carried out, BCa progression is still poorly understood, with some more esoteric theories remaining unexplored. In this study, to address the potential markers and risk factors of BCa, the expression profiles of MIBC tissue and NMIBC tissue obtained from three GEO datasets were analyzed by using the limma package. Through KEGG pathway analysis and GSEA, the ECM-receptor interaction signaling pathway was identified. By further analyzing the Oncomine database, it was determined that 6 collagen family members that are located in the ECM-receptor interaction signaling pathway were positively correlated with BCa progression. Analyzing the Oncomine and the TCGA databases indicated that 6 collagen genes overexpressed in MIBC are significantly correlated with BCa progression, overall survival, and recurrence-free survival in patients with BCa. The pivotal protein COL1A1 is further disposed with expression silencing to determine its more profound functions or roles in the tumor cell growth, proliferation, invasion and migration in BCa. The results revealed that the 6 collagen family members and the ECM-receptor interaction signaling pathway play a significant role and that the 6 collagen family members may be effective, independent prognostic biomarkers of BCa progression.
Materials and methods

Microarray data information and degs identification
NMIBC and MIBC tissue gene expression profiles of GSE13507, GSE32584 and GSE89 were all obtained from NCBI-GEO (https://www.ncbi.nlm.nih.gov/geo/). The array data for GSE13507 consisted of 103 NMIBC tissue samples and 61 MIBC tissue samples. 23 The array data for GSE32548 contained 92 NMIBC tissue samples and 38 MIBC tissue samples. 24 The GSE89 dataset contained 30 NMIBC tissue samples and 10 MIBC tissue samples. 25 Then, the DEGs were identified with the independent t-test in the limma package, with p<0.05 and [logFC]>0.75 as the cut-off criterion. The robust multi-array average (RMA) method in the limma package (http://www.bioconductor. org/packages/2.9/bioc/html/limma.html) was used to preprocess the raw CEL data and to perform data normalization and quartile data normalization.
Construction of protein-protein interaction (PPI) network
PPI analysis was used to search core genes and gene modules related to carcinogenesis. DEGs were committed to STRING version 10.5 (Search Tool for the Retrieval of Interacting Genes; string.embl.de) to find interaction associations of the proteins with the confidence score>0.4 used as the threshold criterion. 26 Then, Cytoscape software (cytoscape.org) was performed to construct a PPI network of DEGs and analyze the interaction relationship of DEGs encoding proteins in BCa. 27 
Functional and pathway enrichment analysis
Gene ontology (GO) analysis is a common method for analyzing the functions of many genes. 28 Kyoto Encyclopedia of Genes and Genomes (KEGG) is the major recognized pathway-related database resource for biological interpretation of high-throughput data. GO and KEGG analyses are available in the DAVID database (https://david. ncifcrf.gov/). The cut-off value was a p -value <0.05.
Gene set enrichment (GSEA) analysis
GSEA is a method to identify classes of genes in a big set of genes that may have a correlation with disease phenotypes. These genes are grouped together by their involvement in the same biological pathway or by proximal location on a chromosome. Generally, the enrichment score (ES) indicates the degree to which the genes are over-represented at either the top or bottom of the list, corresponding to the largest differences in genes expression between the MIBC and NMIBC tissues, is first calculated. Then, the estimated statistical significance of the ES before the enrichment scores for each set are normalized, and a false discovery rate is counted. 29 The normalized enrichment score (NES) and nominal p-value were applied to rank the pathways enriched in each phenotype.
Oncomine and TCGA analysis
Oncomine database (http://www.oncomine.org) was applied to explore the mRNA expression differences of the 7 DEGs in the ECM pathway between MIBC and NMIBC tissues in BCa. BCa gene expression data (mRNA, normalized RNAseq FPKM-UQ) was obtained from the TCGA database (provisional) using cBioPortal (http://www.cbioportal.org/). For the survival analyses, BCa patients with high expression levels of the 7 DEGs in the ECM pathway (the lower 25%, n=102) were compared with those with low expression levels of the genes (the upper 25%, n=102). 
Tissue samples and immunohistochemistry (IHC) staining
qRT-PCR
Total RNA was extracted from Treated 5637 and T24 cells using Trizol lysis method. cDNA synthesis was performed using the PrimeScript™Reverse Transcription System (Takara). RNA levels of COL1A1were detected using qRT-PCR according to the manufacturer's protocol. Expression of COL1A1 and GAPDH were measured using the 2-ΔΔCt method. The following primer sequences were used: COL1A1, forward: GAGACCTGCGTGTAC CCCACT, reverse: GTCATGCTCTCGCCGAACCAG; G APDH, forward: CCCACTCCTCCACCTTTGAC, reverse: TCTTCCTCTTGTGCTCTTGC.
Western blotting
Total cell lysates were separated by 8% or 10% SDS-PAGE and then electroblotted and transferred onto PVDF membranes. 31 After incubation with primary antibodies specific for COL1A1 (1:1000; sc-293182, Santa Cruz, TX, USA), CD44 ( 
Colony formation assays
For colony formation assays, 500 5637 or T24 cells were seeded and cultured in RPMI 1640 medium containing 10% FBS for 12 or 7 days, respectively. Clones were fixed with methanol and stained with 0.5% crystal violet.
Migration and invasion assays
For transwell migration assays, 1×10 5 5637 or T24 cells were plated in the top transwell chamber (8-µm pore size, BD, NY, USA) and were cultured in RPMI 1640 medium containing 0.1% FBS for 36 or 24 h, respectively. The chambers were placed in RPMI 1640 medium containing 10% FBS. Then, the chambers were fixed with methanol and stained with 0.5% crystal violet. The results were detected with an inverted microscope (Nikon).
For invasion assays, chamber inserts were coated with 100 μl/ml of Matrigel (BD, Biosciences, MA, USA) with RPMI 1640 media and dried for 1 h at 37°C. Then, 20×10 4 5637 or T24 cells were plated in the top transwell chamber and were cultured in RPMI 1640 medium containing 0.1% FBS for 96 or 48 h, respectively. The same staining and detecting method for the migration assay was used.
Statistics
Statistical analysis was performed using GraphPad Prism 5. The survival curve between the groups was described by the Kaplan-Meier plot and was evaluated using the logrank test. Differences in quantitative data were compared between the two groups using Student's t-test. All experiments were performed three times independently. *p<0.05, **p<0.01, or ***p<0.001 was considered to be significant.
Results
The ECM-receptor interaction signal pathway may promote BCa progression
By utilizing gene expression microarray analysis, DEGs (491 in GSE13507, 418 in GSE32584, and 529 in GSE89) were identified, and 45 genes were found in all three datasets ( Figure 1A ). These 45 genes were shown in Table 1 , including 30 up-regulated genes and 15 downregulated genes in the MIBC tissues compared with NMIBC tissues (Table 1) . PPI network was performed using the STRING database, and the results are presented in Figure 1B . Analysis of the PPI sub-network demonstrated that COL1A1, COL1A2, COL5A2, COL6A1, COL6A2, COL6A3, MMP9, THY1, TAGLN, VIM, CTGF, PDGFRB, ACTA2, SPP1, and TPM2 interacted closely with each other ( Figure 1B ).
For further analyzing the candidate DEGs' functions and pathway enrichment, both GO and KEGG analyses were conducted using DAVID. All DGEs were classified into three groups, cellular component (CC), biological processes (BP) and molecular function (MF), and the results are shown in Table 2 . Specifically, regarding the cellular component (CC), the upregulated DEGs were enriched in proteinaceous extracellular matrix, extracellular exosomes, and collagen. As for biological processes (BP), the upregulated DEGs were mainly involved in extracellular matrix organization, cell adhesion, and skeletal system development. Moreover, for molecular function, the upregulated DEGs were mainly enriched in extracellular matrix structural constituent and platelet-derived growth factor binding. In addition, the downregulated DEGs were mainly enriched in steroid metabolic processes and electron carrier activity. Furthermore, KEGG pathway analysis revealed that the upregulated DEGs were mainly involved in focal adhesion and ECMreceptor interaction ( Figure 1C ), and both of the former two signaling pathways contained 7 common genes, COL6A1, COL6A2, COL6A3, COL5A2, COL1A1, COL1A2, and SPP1 (osteopontin) ( Table 3) . However, the downregulated DEGs were not enriched.
To further identify signaling pathways that are obviously activated in MIBC compared to NMIBC, we performed GSEA in the three expression datasets (GSE13507, GSE32584, and GSE89). Compared to the NMIBC phenotype, the top 20 positively correlated gene signatures for NES values were enriched in MIBC. Among them, 4 gene signatures were found in all three datasets, including ECM-receptor interaction, cytokine-receptor interaction, complement, coagulation cascades and NODlike receptor signaling pathways ( Figure 1D ). Among them, the ECM-receptor interaction signaling pathway was found in GSEA and KEGG analysis in common ( Figure 1E ). The ECM-receptor interaction signaling pathway was differentially enriched in the NMIBC phenotype based on the GSE13507, GSE32584, and GSE89 gene sets ( Figure 1F and Figure S1 ). Over-expression of 6 collagen genes in muscle-invasive bca
Based on GSEA and KEGG analysis, we hypothesized that up-regulation of genes located in the ECM-receptor interaction signal pathway may be important in the progression of NMIBC into MIBC. In order to ascertain the roles collagen genes played and investigate whether the genes belonging to the ECM-receptor interaction signal pathway are amplified in MIBC, mRNA levels in both types of BCa were analyzed using the Oncomine database. Significantly higher mRNA levels of all 6 genes were found in MIBC tissues compared to NMIBC tissues ( Figure 2A) . Similarly, higher mRNA levels were also found in MIBC tissues in the Sanchez-Carbayo bladder database ( Figure 2B ). These observations indicate that the COL6A3, COL6A2, COL6A1, COL5A2, COL1A2, and COL1A1 genes are amplified in MIBC. Collectively, these results demonstrate that the ECM-receptor interaction signaling pathway collagen genes may be critical for BCa progression, even having the possibility of clinical treatment.
Higher expression of 6 collagen genes involved in the ECM-receptor interaction signaling pathway promoted mortality in BCa patients
By comparing the 6 collagen gene expression levels between the MIBC and NMIBC tissues, all mRNA levels turned out to be extraordinary similar with the former exhibiting a higher level relative to the latter. This indicated that higher expression levels of the genes located in the ECM-receptor interaction signal pathway might increase the progression possibility of NMIBC into MINBC. However, correlation of the upregulation of these 6 genes with the recurrence-free survival and overall survival for BCa patients remained unclear. The results showed that the overall survival rates of BCa patients were negatively correlated with the levels of all 6 collagen genes ( Figure 3A) , and the same was observed for the recurrence-free survival ( Figure 3B ). The results showed that 6 collagen genes were negatively correlated with the prognosis of BCa patients, and may become an independent prognostic marker.
Upregulation of COL1A1 protein is positively correlated with the progression of NMIBC to MIBC
We evaluated the expression level of 6 collagen genes involved in the ECM-receptor interaction signaling pathway with GAPDH as the internal control, based on the GSE13507, GSE32584, and GSE89 gene sets. The result showed that the mRNA level of COL1A1 was the highest, relative to the other five collagen genes, in MIBC, leading us to speculate that COL1A1 plays a more key role in the progression of BCa ( Figure S2 ). Therefore, we regard it as a future research object. To examine the role of COL1A1 in the progression of BCa, COL1A1 levels in 15 NMIBC tissues and 15 MIBC tissues were analyzed with IHC staining ( Figure 4A and B). We found that 73.33% (11/15) of the MIBC tissues were stained positively forCOL1A1, including 2 cases of severely positive samples, 2 cases of moderately positive samples and 7 cases of highly positive samples but only 40.0% (6 of 15) of the NMIBC tissues were positive ( Figure 4B ).
Silencing of COL1A1 inhibits both migration and invasion of tumors in vitro
Features of tumor progression generally consist of the dysregulation of cell proliferation, invasiveness, and metastasis. 32, 33 To further investigate the role of COL1A1 in the progression of BCa, COL1A1 was targeted with RNA interference in 5637 and T24 cells. The results showed that both mRNA and protein expression levels of COL1A1in 5637 and T24 cells were significantly reduced compared to the control groups ( Figure 5A and B). We also found that silencing of COL1A1 downregulated the expression level of CD44 in both cells ( Figure 5B ). During tumor DovePress metastasis, epithelial-mesenchymal transition (EMT) is a key process. E-cadherin and vimentin are regarded as improtant EMT markers. 34 We demonstrated that silencing COL1A1 downregulated the expression levels of E-cadherin and Vimentin. Binding of collagen to integrin is mediated by TGFBI. 35 In addition, TGFBI can activate matrix metalloproteinase (MMP) secretion and promote invasion. 36 We found that silencing COL1A1 downregulated the expression levels of TGFBI and MMP9. We found that silencing COL1A1 in 5637 and T24 cells inhibited cell growth ( Figure 5C and D). Silencing COL1A1 also inhibited cell colony formation in 5637 and T24 cells ( Figure 5E ). Silencing COL1A1 caused various degrees of reduction in both cell lines' invasion and migration ( Figure 5F ). Taken together, we demonstrated that COL1A1 promotes BCa cell malignant phenotypes, which matches the poor prognosis in BCa patients.
Discussion
Plenty of studies have been implemented to clarify the unique mechanisms of BCa formation and progression, whereas the clinical incidence and mortality of BCa still maintains a severe status. Since most efforts have concentrated on a individual genetic research, little attention has been paid to integrated processes for radical exploration by systematic bioinformatics methods and medical molecular biology technologies. In the present study, gene expression profiling was utilized to investigate the molecular mechanisms underlying BCa progression. A set of 30 up-regulated and 15 down-regulated DEGs were identified between the NMIBC samples and MIBC samples. Furthermore, results from the KEGG analysis and GSEA collectively focused on the ECM-receptor interaction signaling pathway. ECM, as a key component in the modulation of cancer cell invasion, is considered as necessary to maintain the integrity of the impermeable bladder surface. 37 The interaction between membrane receptors of tumor cells and ECM proteins plays a crucial role in tumor invasion and metastasis. 38 Collagens, major components of ECM, are involved in regulating tumor cell proliferation, migration, and invasion. COL1A1, as a major component of collagen type I, has been well-identified by researchers as an oncogene in the progression of colon cancer . 39 In addition, high COL1A1 and COL1A2 mRNA expression levels are significantly associated with survival in patients with NMIBC. 40 Moreover, researchers have discovered that COL3A1 is involved in many clinical diseases and that it could function as one translocation partner gene in lipomatous tumors and influence cell migration and invasion in nasopharyngeal carcinoma progression. 41, 42 It could also interfere with malignant development in renal cell carcinoma and act as one of the etiologically linked genes in aortic dissected aneurysm.
43
COL5A2 is also widely studied, and previous evidence indicated that COL5A2 might be associated with the pathological processes of several human cancers. For example, the expression of COL5A2 was determine to be up-regulated in invasive breast cancer compared with ductal carcinoma in situ, indicating that COL5A2 is related to tumor progression in breast cancer.
44
COL5A2 is also considered as a diagnostic marker for osteosarcoma and might affect the growth of BC cells by ECM remodeling. 45 COL6A1, an oncogene in the progression of cervical cancer, is highly correlated with poor prognosis in cervical cancer patients. 46 In this study, we demonstrated upregulation of the ECM-receptor interaction signaling pathway by 6 collagen genes, COL1A1, COL1A2, COL5A2, COL6A1, COL6A2, and COL6A3, favoring NMIBC progression to MIBC. Our data reveal that the expression of the 6 collagen genes was highly correlated with high pathological stages, poor recurrencefree survival rates, and poor overall survival rates. These findings indicated the potentially important roles of 6 collagen genes in the diagnosis and prognosis of BCa patients. It has been reported that constitutive expression of SPP1 is involved in tumorigenesis and metastasis of BCa. 47 We also found that higher expression of SPP1 was involved in the ECM-receptor interaction signaling pathway and was highly correlated with poor pathological stages of BCa and poor survival rates of patients with BCa ( Figure S3 ). To further explore the function and mechanism of collagen genes in promoting bladder cancer progression, we used COL1A1 as a further research object. The results showed that the suppression of COL1A1 decreased the growth, migration, and invasion of BCa cells. CD44 plays an important role in the ECMreceptor interaction signal pathway and is evidently increased in tumor cells cultured in 3D collagen scaffolds. 48, 49 Our results showed that COL1A1 knockdown inhibited the expression of CD44. COL1A1 is closely related to EMT and the transforming growth factor β (TGF-β, a common stimulator of EMT) pathway. COL1A1 directly stimulates EMT of pancreatic, 50 lung, 51 [53] [54] [55] Our findings provide novel insights into NMIBC progression to MIBC. In summary, the present study determined gene expression profiles and identified 6 collagen proreins(COL1A1, COL1A2, COL5A2, COL6A1, COL6A2, and COL6A3) involved in the ECM-receptor interaction signaling pathway in BCa progression. The 6 collagen genes can be used as independent effective prognostic biomarkers for BCa. In addition, the 6 collagen genes may be an independent potential indicator of whether NMIBC patients need further treatment after surgery to prevent the recurrence and progression of the disease.
Abbreviation list
Bca, Bladder cancer; DEGs, Differently expressed genes; NMIBC, Non-muscle-invasive bladder cancer; MIBC, Muscle-invasive bladder cancer; EMT, Epithelialmesenchymal transition. Figure S1 Blue-pink O'gram of the ECM-receptor interaction pathway in the three datasets GSE89, GSE13507, and GSE32548. Figure S2 Analysis of the three datasets (GSE89, GSE13507, and GSE32548) for mRNA expression levels of COL6A3, COL6A2, COL6A1, COL5A2, COL1A2 and COL1A1 in the MIBC and NMIBC samples. OncoTargets and Therapy
Supplementary material
Dovepress
Publish your work in this journal
OncoTargets and Therapy is an international, peer-reviewed, open access journal focusing on the pathological basis of all cancers, potential targets for therapy and treatment protocols employed to improve the management of cancer patients. The journal also focuses on the impact of management programs and new therapeutic agents and protocols on patient perspectives such as quality of life, adherence and satisfaction. The manuscript management system is completely online and includes a very quick and fair peer-review system, which is all easy to use. Visit http://www.dovepress.com/ testimonials.php to read real quotes from published authors. 
